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INTRODUCTION

Our overall goal is to determine whether prostate cancer is driven by a
combination of inflammation and dietary carcinogens and to develop methods to
interrupt the disease process using preventative measures. Several studies have
demonstrated that the consumption of specific heterocyclic amine compounds that are
produced from the charring or over-cooking of meats, like 2-amino-1-methyl-6-
phenylimidazo[4,5-b]pyridine (PhIP), is associated with prostate cancer. Interestingly,
new evidence from the fields of population and genetic epidemiology, molecular
pathology and molecular genetics has brought attention to the possible role of
inflammation in prostate carcinogenesis. Utilizing a novel method of inciting rodent
prostate inflammation developed by our lab, in an established animal model of PhIP
induced prostate cancer, we found that viral induced prostate inflammation can
modulate the frequency with which prostate DNA mutations occur and, when incited in
conjunction with dietary exposure to PhIP, can further increase prostate DNA mutation
frequency and lead to chronic prostate inflammation. In this award we will determine if
inflammation can augment carcinogenesis is this rat model and if certain dietary chemo
preventative agents can prevent cancer in this model.

BODY
The aims of this proposal were to:

Aim (1) Evaluation of candidate dietary prostate cancer chemopreventive agents
(broccoli tea, soy protein, vitamin E, lycopene) for their ability to alter DNA mutagenesis
and chronic prostate inflammation in a novel animal model of chronic prostate
inflammation.

Aim (2) Determination of the capacity of alternative methods of inciting prostate
inflammation to induce chronic inflammation in the context of dietary consumption of
PhIP.

Aim (3) Determination of the ability of viral induced prostate inflammation to accelerate
prostate carcinogenesis in a rat model of dietary (PhIP) induced prostate cancer.

In order to accomplish these aims, we outlined the following tasks:

Task 1 Assessment of the ability of candidate dietary prostate cancer
chemopreventive compounds (e.g., broccoli tea, soy, vitamin E, lycopene) to alter DNA
mutagenesis and chronic prostate inflammation in an animal model, Months 1-12:

We completed the analysis and the manuscript for the study in which PhIP was given
for 4 weeks or 8 weeks that was described in the preliminary data section of the original
proposal. This work was recently published in Cancer Research (see manuscript by
Nakai et al., listed below) a leading cancer journal (see attached manuscript).



Task 1 was completed in part in that we have undertaken a study to administer PhIP
with and without the presence of broccoli tea extract and the non-steroidal anti-
inflammatory compound, celecoxib, which is an inhibitor of cyclooxygenase 2. The study
consisted of 60 Fisher BigBlue rats divided into the following groups: 10 untreated, 10
broccoli, 10 celecoxib, 10 PhIP, 10 PhiP + broccoli, 10 PhIP + celecoxib. Necropsies
were performed on all animals and all prostate lobes and other tissues were harvested
for either mutational analysis or histological analysis. A total of 176 paraffin blocks were
generated for the histological studies. In terms of the primary objective of this study, we
found that at 12 weeks of treatment, both chemopreventative agents decreased
mutation frequency in the PhIP treated rat prostate (Fig. 1). For celecoxib, the effect
was statistically significant. This data was presented as an abstract at the 16th
Japanese Society for Molecular and Cellular Urology and the first author (Dr. Nakai)
who presented the data received an award for this work. In addition, we surprisingly
discovered that at 12 weeks of PhIP treatment all animals had developed prostate
atrophy that appeared histologically similar to PIA lesions in the human. This data is
currently being further analyzed and we plan to prepare and submit a manuscript
regarding it prior to our next progress report.

Figure 1



Task 2: Determination of the effect of alternative methods of inducing prostate
inflammation on the development of chronic inflammation in an established animal
model, Months 12-19.

We have not begun task 2 as yet. We are planning on starting this in the spring of 2007.

Task 3: Determination of the ability of viral induced prostate inflammation to accelerate
prostate carcinogenesis in a rat model of dietary (PhIP) induced prostate cancer,
Months 12-36.

In relation to task 3 we completed another study in which 80 rats were treated as follows
with 20 rats in each group: 20 rats untreated, 20 rats treated with PhIP, 20 rats treated
with PhIP + celecoxib, 20 rats treated with PhIP + broccoli tea. The study designed such
that PhIP was given for 20 weeks in the diet and the celecoxib and broccoli tea was
given for the duration of the study, which lasted 52 weeks total. We completed necropsy
on all animals and have obtained a total of 619 paraffin blocks for histological analysis.
We are in the process of evaluating whether the treatments affected the frequency and
extent of PIN and intraductal carcinoma in the ventral lobes and as secondary
objectives we will determine the frequency of other cancers, such as colo-rectal cancer
and lymphoma. The results of this study will serve as a baseline for the remaining
studies in task 3 in terms of the number and pattern of prostate lesions expected at 52
weeks after 20 weeks of PhIP treatment in our hands and a guide for all other studies
outlined in the proposal.

KEY RESEARCH ACCOMPLISHMENTS

e Completed and published manuscript of some of the key data used for
preliminary data in the original grant proposal.

e Completed part of aim 1 by treating PhIP treated Fisher rats with broccoli tea
extract and celecoxib.

0 We discovered that both broccoli tea extract and the non-steroidal anti-
inflammatory agent celecoxib prevents mutations in all lobes of the
prostate in response to PhIP treatment.

o0 We discovered that PhIP treatment causes widespread epithelial atrophy
in the rat ventral prostate that precedes the development of PIN. This data
supports the contention that the PhlIP-treated rat model of prostate cancer
is a valid model for studying the development of PIA, PIN and early
carcinoma.

e Completed a long term study related to task 3 in which we will defined the
baseline number and extent of PIN and intraductal cancer lesions in the 52 week
model to be used for the remainder of the studies in task 3.



Other accomplishments of the research team related to this funded project. Our
team continues to work and collaborate effectively on studies to examine the
etiology of prostate cancer and other prostate diseases. Shown below are
publications since the submission of this grant.

Sutcliffe S, Giovannucci E, De Marzo AM, Leitzmann MF, Willett WC, Platz EA.
Gonorrhea, syphilis, clinical prostatitis, and the risk of prostate cancer.
Cancer Epidemiol Biomarkers Prev. 2006 Nov;15(11):2160-6.

Dunn TA, Chen S, Faith DA, Hicks JL, Platz EA, Chen Y, Ewing CM,
Sauvageot J, Isaacs WB, De Marzo AM, Luo J. A Novel Role of Myosin VI in
Human Prostate Cancer. Am J Pathol. 2006 Nov;169(5):1843-54.

De Marzo AM, Platz EA, Epstein JI, Ali T, Billis A, Chan TY, Cheng L, Datta M,
Egevad L, Ertoy-Baydar D, Farree X, Fine SW, Iczkowski KA, Ittmann M,
Knudsen BS, Loda M, Lopez-Beltran A, Magi-Galluzzi C, Mikuz G, Montironi R,
Pikarsky E, Pizov G, Rubin MA, Samaratunga H, Sebo T, Sesterhenn IA, Shah
RB, Signoretti S, Simko J, Thomas G, Troncoso P, Tsuzuki TT, van Leenders
GJ, Yang XJ, Zhou M, Figg WD, Hoque A, Lucia MS. A working group
classification of focal prostate atrophy lesions. Am J Surg Pathol. 2006
Oct;30(10):1281-91.

Sutcliffe S, Giovannucci E, Alderete JF, Chang TH, Gaydos CA, Zenilman JM,
De Marzo AM, Willett WC, Platz EA. Plasma antibodies against Trichomonas
vaginalis and subsequent risk of prostate cancer. Cancer Epidemiol Biomarkers
Prev. 2006 May;15(5):939-45.

Sutcliffe S, Zenilman JM, Ghanem KG, Jadack RA, Sokoll LJ, Elliott DJ, Nelson
WG, De Marzo AM, Cole SR, Isaacs WB, Platz EA. Sexually transmitted
infections and prostatic inflammation/cell damage as measured by serum
prostate specific antigen concentration. J Urol. 2006 May;175(5):1937-42.

Sutcliffe S, Giovannucci E, De Marzo AM, Willett WC, Platz EA. Sexually
transmitted infections, prostatitis, ejaculation frequency, and the odds of lower
urinary tract symptoms. Am J Epidemiol. 2005 Nov 1;162(9):898-906. Epub
2005 Sep 21.

Bethel CR, Faith D, Li X, Guan B, Hicks JL, Lan F, Jenkins RB, Bieberich CJ,
De Marzo AM. Decreased NKX3.1 protein expression in focal prostatic atrophy,
prostatic intraepithelial neoplasia, and adenocarcinoma: association with
gleason score and chromosome 8p deletion. Cancer Res. 2006 Nov
15;66(22):10683-90.

REPORTABLE OUTCOMES

Completed manuscript:



Nakai Y, Nelson WG and De Marzo AM. The dietary charred meat carcinogen 2-
amino-1-methyl-6-phenylimidazo[4,5-b]pyridine acts as both a tumor initiator and
promoter in the rat ventral prostate. Cancer Res, Feb 1;67(3): 1378-84.

CONCLUSIONS

The results of these studies indicate that PhIP treatment causes prostate inflammation
and atrophy, thus recapitulating histological changes that occur during human prostate
carcinogenesis, further validating the PhIP model. Also, broccoli and celebrex can
decrease mutations in the rat prostate induced by PhIP indicating they may be effective
chemopreventative agents. These studies will guide other studies outlined in the original
proposal.

REFERENCES
e None

APPENDICES
e Completed manuscript:

Nakai Y, Nelson WG and De Marzo AM. The dietary charred meat carcinogen 2-
amino-1-methyl-6-phenylimidazo[4,5-b]pyridine acts as both a tumor initiator and
promoter in the rat ventral prostate. Cancer Res, Feb 1;67(3): 1378-84.



The Dietary Charred Meat Carcinogen 2-Amino-1-Methyl-6-
Phenylimidazo[4,5-b]Pyridine Acts as Both a Tumor
Initiator and Promoter in the Rat Ventral Prostate

Yasutomo Nakai,’ William G. Nelson,* and Angelo M. De Marzo" ™

Departments of 'Pathology, *The Sidney Kimmel Comprehensive Cancer Center, and the *Brady Urological Research Center at Johns
Hopkins University School of Medicine, Baltimore, Maryland; and ‘Department of Urology, Osaka University, Osaka, Japan

Abstract

Exposure of Fisher344 rats to 2-amino-1-methyl-6-phenyl-
imidazo[4,5-b]pyridine (PhIP), a heterocyclic amine in cooked
meat, causes cancer in the rat ventral prostate, while sparing
the dorsolateral and anterior lobes. Uncovering the molecular
mechanisms of the lobe specificity of PhIP-induced rat
prostate cancer may provide clues to the pathogenesis of
human prostate cancer, which is also lobe selective. We
examined the prostate and other organs for mutation
frequencies using transgenic Fisher344 rats (Big Blue rats)
after PhIP treatment. After PhIP treatment for as early as
4 weeks, the colon, spleen, seminal vesicles, and all lobes of the
prostate had significantly elevated mutation frequencies
compared with the saline-treated control group, and the
differences became even greater after 8 weeks. G:C — T:A
transversions were the predominant type of mutation. After
8 weeks of treatment with PhIP, the Ki-67 index was increased
(P < 0.001) in the ventral prostate, but not in the dorsolateral
or anterior prostate. An increase in the number of stromal
mast cells and macrophages was seen in the ventral prostate,
but not in the other prostatic lobes. The apoptotic index also
increased in the ventral lobe only. The increased proliferation
and cell death in response to PhIP indicates that in addition to
PhIP acting as an “initiator” of cancer, PhIP is also acting like
an organ- and lobe-specific tumor “promoter.” The prostate
lobe-specific infiltration of mast cells and macrophages in
response to PhIP suggests a potential new mechanism by which
this dietary compound can increase cancer risk—by prompt-
ing inflammation. [Cancer Res 2007;67(3):1378-84]

Introduction

Prostate cancer is the most common noncutaneous malignancy
and the second leading cause of cancer-related death in men in the
United States. Studies of identical twins have revealed a strong
hereditary component to prostate cancer, accounting for ~40% of
the overall risk (1). Because roughly 60% is unaccounted for by
heredity, however, a significant component of the risk for
developing prostate cancer must be related to environmental
exposures. What are the environmental exposures that increase
prostate cancer risk?

There are two long-standing findings that may provide help in
answering this question: (a) the incidence and mortality rate of

Requests for reprints: Angelo M. De Marzo, Room 153, Bunting-Blaustein Cancer
Research Building, Sidney Kimmel Comprehensive Cancer Center at Johns Hopkins,
1650 Orleans Street, Baltimore, MD 21231-1000. Phone: 410-614-5686; Fax: 410-502-
9817; E-mail: ademarz@jhmi.edu.

©2007 American Association for Cancer Research.
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prostate cancer vary worldwide, with the highest rates in the
United States and the lowest rates in China and Japan (2); and ()
there is an increased risk of prostate cancer in men who
immigrated to the United States from China and Japan that
begins within one generation after migration (3-5). One major
distinction between men from Western cultures and those from
East and Southeast Asian cultures is a marked difference in diet.
Traditionally, diets rich in vegetables and fruits are consumed in
Southeast Asian countries, whereas diets rich in red meat and
animal fat, and low in vegetables and fruits, are consumed in
Western cultures. Although not unequivocal, there is epidemiologic
evidence of a link between prostate cancer incidence and mortality
and consumption of red meat and animal fats (6-9).

The biological mechanism by which a diet rich in red meat leads
to cancer has not been fully established. Although red meats
contain polyunstaturated fatty acids that may accelerate cancer
formation by a number of mechanisms (i.e., free-radical formation
during oxidative stress, effects on sex hormone levels, direct
signaling affecting cell growth and apoptosis; ref. 10), another
mechanism may relate to the cooking of meat at high tempera-
tures (e.g., grilling, broiling or frying), which results in the
formation of heterocyclic amines (HCA; ref. 11). HCAs can be
metabolized to biologically active metabolites that form DNA
adducts, which lead to mutations and to organ-specific cancers.
2-Amino-1-methyl-6-phenylimidazo[4,5-b]pyridine (PhIP) is the
most abundant HCA present in well-done and charred meats
(12). Exposure of laboratory rats to PhIP in the diet results in
several tumor types, including carcinomas of the intestine in both
sexes, in the mammary gland in females, and in the prostate in
males (11, 13-15). Cancers in these tissues in humans have all been
associated with PhIP exposure to some extent (6, 16-18), and all
of these cancers are common in Western countries and infrequent
in Southeast Asian countries (19). These same cancers are increas-
ing rapidly in Japan in parallel with the “westernization” of the
diet (20).

Exposure of Fisher344 rats to dietary PhIP for 20 weeks results
in the development of localized invasive prostatic carcinomas
when examined after ~ 52 weeks (21, 22). The carcinomas are lobe
specific in that they develop in the ventral lobe of the prostate but
not the dorsolateral or anterior lobes (21). This finding is intriguing
because human prostate cancer is also zone specific, in that most
cancers arise in the peripheral zone with less arising in the
transition zone and almost none arising in the central zone (23).
Therefore, uncovering the molecular mechanisms of the lobe
specificity of PhIP-induced cancer in the rat prostate may provide
clues to the molecular mechanisms for the lobe specificity of
cancer in the human prostate.

There are several possible explanations for the lobe selectivity
of PhIP-induced cancers in the rat. Cancer induction requires

Cancer Res 2007; 67: (3). February 1, 2007
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both “initiation” and “promotion.” Exposures that initiate cancer
are known to induce mutations, whereas those that promote
cancer are known to increase the proliferation index. It is not
clear whether the ventral lobe of the rat prostate is undergoing
selective initiation, promotion, or both in response to PhIP.

In terms of initiation, the accumulation of PhIP-DNA adducts
in response to dietary exposure has been examined in the
prostate lobes separately, and all lobes similarly form these
adducts (21). It is clear, however, that whereas adducts are
required for mutations, they may not be sufficient (24). The
mutation frequency and spectra in response to PhIP treatment
can be monitored using Fisher344 “Big Blue rats,” which are
transgenic for a phage N\ shuttle vector (25). Stuart et al. used this
model to show that after as little as 61 days of dietary PhIP
exposure, there is an ~ 20-fold increase in the mutation frequency
in the rat prostate (26). Because the entire rat prostate was used
in the study by Stuart et al., the lobe specificity of prostate
mutations in the rat in response to PhIP has not been previously
examined (26). Thus, it is critical to determine whether the
ventral lobe is more susceptible to PhIP-induced mutations
because this could help to explain the lobe specificity of PhIP-
induced prostate cancer.

In terms of tumor promotion, a proliferative index has been
assessed in all prostate lobes in response to 4 weeks of PhIP
treatment (21). Although Shirai reported a small but significant
increase in 5-bromodeoxyuridine uptake in the ventral and
dorsolateral lobes in response to PhIP, the lobe specificity of
mutations, proliferation rate, and histopathologic changes have not
been examined in the same setting in the rat.

Another potential explanation for the lobe selectivity of PhIP-
induced prostate cancer may relate to inflammation because
several animal models of cancer have been shown to require an
inflammatory response for the cancers to occur (27, 28), and the
ventral prostate is known to develop spontaneous chronic
inflammation in Fisher344 rats that is associated with aging.
The mechanisms by which inflammation can increase cancer
risk are diverse and may involve initiation, promotion, or both
(27). 1t is important, therefore, to determine whether inflamma-
tory cell infiltrates differ in the different prostate lobes in
response to PhIP.

In the present study, we addressed further the molecular
mechanisms for the lobe specificity of prostate cancer in the
Fisher344 rat by studying the mutation frequency and spectra in
each lobe (separately isolated) of the prostate after short-term
PhIP treatment. We also compared the mutation frequency and
spectra to those found in other organs that are targets of PhIP-
induced carcinogenesis (colon and spleen) and those that are not
(liver, kidney, and seminal vesicles). In addition, we examined
histopathologic and immunophenotypic changes in response to
PhIP exposure in each prostate lobe, including cell proliferation
rate, and inflammatory cell infiltrates.

Materials and Methods

Chemicals. PhIP hydrochloride was obtained from the NARD Institute
(Osaka, Japan) with purity above 99.9%.

Animals and treatment. Male Big Blue transgenic Fisher344 rats (13-
15 weeks old) were purchased from Stratagene (La Jolla, CA). Rats were
housed in an animal facility maintained on a 12-h light-dark cycle, at a
constant temperature (22 + 2°C) and relative humidity (55 + 15%). Tap
water and food were available ad libitum. PhIP was suspended in saline
(14 mg/mL) and was given to the rats intragastrically by gavage at the

dose of 70 mg/kg (5 mL/kg) thrice a week for 4 weeks (n = 3) and 8 weeks
(n = 3). For the control group, 5 mL/kg of saline was given intragastrically
thrice a week for 4 weeks (n = 3) and 8 weeks (n = 3). The animal weights
were recorded once per week until the end of the experiment. Rats were
euthanized by CO, asphyxiation at day 30 for the 4-week treatment group
and at day 60 for the 8-week treatment group. All prostate lobes were
dissected separately into anterior, dorsolateral complex, and ventral lobes.
In addition, the seminal vesicles, liver, kidney, spleen, and colon were
immediately dissected. Half of each tissue was flash-frozen in liquid
nitrogen and then stored at —80°C. The rest of the tissues were fixed in
10% buffered formalin and examined by routine light microscopy.

Isolation of DNA. DNA was isolated using the RecoverEase protocol
(Stratagene). Briefly, 40 to 60 mg of tissue from the different prostate lobes
(anterior, ventral, and dorsolateral), seminal vesicles, liver, kidney, spleen,
and liver were disaggregated using a Wheaton Dounce tissue grinder, and
cell nuclei were collected by centrifuge at 1,100 X g for 12 min. Nuclear
pellets were treated with proteinase K and RNAce-It (Stratagene) for
45 min at 50°C and were dialyzed against 10 mmol/L Tris/1 mmol/L EDTA
buffer (pH 7.5) for 48 h. The viscous DNA was stored at 4°C until
packaging.

Lambda cII mutation analysis. Big Blue rats contain a ALIZ shuttle
vector that includes the cII gene, which is the target for the mutagenesis
studies. The cII gene plays a critical role in the decision between lysis or
lysogeny of N phage following infection of Escherichia coli. In hfl~
bacteria, the clI protein is not degraded, and it activates transcription of
the ¢/ repressor. The cl protein, in turn, inhibits the transcription of
several genes essential for the lytic response. This results in continuous
lysogeny and with no plaque formation. When there is an inactivating
mutation in the clI gene, the c/ gene is not transcribed, and plaques
arise, which enables the number of mutant plaques under selective
conditions (24°C) to be determined. Because the ALIZ shuttle vector
contains the temperature-sensitive ¢/857 mutation, which inactivates the
cl repressor at 37°C, the phage multiplies through the lytic cycle under
nonselective conditions (37°C), resulting in plaque formation regardless
of the status of the c/I gene. This allows the calculation of the number
of recovered phage genomes or the phage titer. The mutation frequency
is calculated by dividing the number of mutant plaques by the phage
titer.

We used the N Select-cll mutation detection system for Big Blue rodents
(Stratagene) for the lambda cIl assay. The kit contains the Transpack
packaging extract and Afl” E. coli G1250. Genomic DNA (8 pL) was
incubated in the red tube of the Transpack packaging extract for 90 min at
30°C, and then 12 pL of the Transpack packaging extract from the blue
tube was transferred to the red tube and incubated for 90 min at 30°C.
Following the incubation, 1.1 mL of SM buffer [100 mmol/L NaCl, 8 mmol/L
MgS0,-7H,0, 50 mmol/L Tris-HCl (pH 7.5), 0.01% gelatin] was added to
each packaging reaction. One hundred microliters of packaged N phage
solution was mixed with 200 uL of G1250 at room temperature for 30 min,
mixed with 2.5 mL TB1 top agar, and plated on ten 10-cm dishes containing
25 mL bottom agar. The plates were incubated at 24°C for 48 h. For
titration, a 100-uL aliquot of a 1:100 dilution of the packaged N phage
solution was mixed with 200 uL of G1250 and 2.5 mL TB1 top agar, plated
on three dishes, and incubated at 37°C for 24 h.

Sequencing of cIl mutants. To validate whether presumptive mutant
plaques actually represented phage genomes containing a mutant c// gene,
plaques obtained at 24°C were analyzed for cII gene sequence mutations.
When the number of mutant plaques exceeded 40 per assay, 10% to 30% of
mutant plaques were sequenced for the c/I gene. The cII gene was
amplified by PCR using primer pair 5-CCGCTCTTACACATTCCAGC-3" and
5-CCTCTGCCGAAGTTGAGTAT-3". The amplified cII gene length is 294 bp,
and the total PCR fragment is 476 bp. The amplified c/I gene was purified
by the Rapid 96 PCR Purification System (Marligen Bioscience, Ijamsville,
MD). DNA sequencing was done using an ABI Prism 3730 Genetic Analyzer
(Applied Biosystems, Foster City, CA), and the sequence was analyzed using
Sequencher v4.1.4 (Gene Codes Corporation, Ann Arbor, MI).

Antibodies. Anti-Ki-67 antibody (rabbit polyclonal, dilution 1:4,000) was
from Novocastra (Newcastle-upon-Tyne, United Kingdom). Antirat CD68
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antibody (mouse monoclonal, clone ED1, dilution 1:2,000) was from Serotec
(Oxford, United Kingdom). Anti-glutathione-S-transferase antibody (rabbit
polyclonal, dilution 1:1,250) was from Lab Vision (Fremont, CA).
Anticleaved caspase 3 antibody (rabbit polyclonal) was from Cell Signaling
Technology (Beverly, MA).

Histology and immunohistochemistry. Histologic examination was
done on paraffin-embedded sections after H&E staining. Immunohisto-
chemistry was done using the EnVision+ detection system (DAKO,
Carpinetria, CA). Briefly, paraffin sections were deparaffinized and
rehydrated through a graded alcohol series. For Ki-67 and GSTP1 staining,
steam heating in Target Retrieval Solution (DAKO) for 40 min was done.
For cleaved caspase 3 and CD68 staining, steam heating in Antigen
Unmasking Solution (Vector Laboratories, Burligame CA) for 20 min was
done. Primary antibodies were incubated for 45 min at room temperature
(Ki-67, CD68, cleaved caspase 3) or overnight at 4°C (GSTP1). Slides were
counterstained with hematoxylin.

Assessment of immunostaining. Ki-67 and caspase 3 staining was
evaluated by quantitative analysis using the Chromavision ACIS (Clarient,
San Juan Capistrano, CA). At least 10 regions were randomly chosen from
each rat, and prostatic epithelial cells were circled on the computer
monitor, and brown area (positive staining) and blue area (nuclei not
immunostained) in the regions were counted. The Ki-67 labeling index and
apoptosis index were obtained by dividing the brown area by the brown
area plus the blue area.

Mast cell staining. Paraffin-embedded sections were deparaffinized with
xylene and stained with 0.1% toluidine blue in 1% sodium chloride solution.
Staining with toluidine blue permits the identification of mast cells because
mast cell granules stain metachromatically, resulting in deep purplish-blue
granular cytoplasmic staining.

Mast cell and macrophage counting. The number of mast cells and
macrophages were counted at a magnification of 100X and 200X,
respectively, under light microscopy. At least five regions were selected at
random for counting, and the average number in each group was
determined.

Statistics. The difference of the number of Ki-67-positive cells, caspase
3-positive cells, mast cell number, and macrophage number was analyzed
by two-sided unpaired Student’s ¢ test and considered statistically different
when P value was <0.05. The correlation between mutation frequencies and
mast cell number and the correlation between mast cell number and Ki-67
index were analyzed by linear regression.

Results

Mutation frequencies. The mutation frequencies of the saline-
treated rats (negative controls) represent the spontaneous
frequencies in each tissue. The spontaneous mutation frequencies
in the control rats were not different between the tissues
analyzed both after 4 weeks (F = 1.86; P = 0.14) or after 8 weeks
(F = 1.36; P = 0.30; one-way factorial ANOVA; Fig. 1). By contrast,
after PhIP exposure for either 4 or 8 weeks, the mutation
frequencies of the colon, spleen, seminal vesicles, and each lobe
of the prostate were significantly greater than their correspond-
ing tissues in the control group (Fig. 1). The liver and kidneys,
which do not develop cancer in response to PhIP (11), did not
show an increase in their mutation frequencies after exposure to
PhIP (Fig. 1).

Mutation spectra. The mutation spectra of the target tissues
after 4 and 8 weeks of PhIP treatment are shown in Fig. 2. G:C —
AT transitions, G:C — T:A, G:C — C:G transversions, and single
base-pair deletions were significantly increased.

The most frequently deleted base was guanine (data not shown).
Overall, these types of mutations are similar to that expected after
PhIP treatment (29-31).

Histology and histochemistry. By standard H&E staining, there
were no differences in morphology within the epithelial compart-
ment between the various prostate lobes of the PhIP-treated and
untreated animals after either 4 or 8 weeks of exposure to PhIP.
However, when analyzed for epithelial cell proliferation in response
to PhIP treatment by immunostaining for Ki-67, the dorsolateral
and anterior lobes showed virtually no change, yet the ventral
prostate showed a marked increase in staining (Fig. 34-F). This
increase in the proliferative fraction of epithelial cells was
statistically significant both after 4 and 8 weeks of PhIP exposure
(Fig. 3G; 4-week data is not shown). In terms of cell death, very few
apoptotic cells were seen in the ventral prostate of the saline-
treated rats after 8 weeks, but when treated with PhIP, there was
an increase in apoptosis (from 0% to ~0.1%) as detected by
immunostaining for activated caspase 3 (data not shown).
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Figure 2. Mutation frequency and spectra
in the cll gene after 4 wks (left) and 8 wks
(right) of PhIP treatment. In the control
animals, G:C to A:T transition mutation was
the most frequently seen mutation. After
PhIP treatment, G:C to T:A transversions,
followed by —1-bp deletions (most of them
were guanine deletion) were the most
frequently seen types of mutation.
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In the stromal compartment of the ventral prostate, standard
H&E staining revealed an increase in mononuclear cells in which
blue granules were seen in the cytoplasm. These cells were
confirmed to be mast cells by staining with toluidine blue (Fig. 44
and B). After both 4 and 8 weeks of PhIP treatment, the number of
mast cells was significantly increased only in the ventral prostate
(Fig. 4E), and this increase correlated with the mutation
frequencies (r = 0.867; P = 0.0003). Although there was no spatial
relation between individual mast cells and proliferating epithelial
cells, as determined by Ki-67 staining with toluidine blue
counterstaining (data not shown), there was a strong correlation

between the number of mast cells and the proliferation index
(r = 0.937; P < 0.0001). The number of macrophages, which were
labeled by CD68 staining, was also increased in the ventral prostate
only both after 4 and 8 weeks of treatment with PhIP (Fig. 4C and
D). The number of macrophages also correlated with the
proliferation index (r = 0.629; P = 0.029).

Because the m class glutathione S-transferase gene (GSTPI) is
inactivated in human prostate cancer by the promoter region
CpG island hypermethylation and can prevent PhIP-induced DNA
adduct formation in human prostate cancer cells in culture (32, 33),
we also examined the pattern of GSPT1 protein expression in the
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various lobes of the rat prostate in response to PhIP. Strong GSPT1
staining was seen in basal cells in all lobes, and variable and weaker
staining was noted in the luminal cells. However, no change in the
extent or pattern of GSTP1 staining was noted after PhIP treatment
at either time point.

Discussion

HCAs, of which there are at least 10 chemical forms, are produced
from amino acids, creatine/creatinine, and polysaccharide precur-
sors during the high-temperature cooking of meats and fish (12).
PhIP, which is the most abundant of the HCAs found in cooked
meats, has been shown to be carcinogenic in the prostate, mammary
gland, intestine, and lymphoid tissue in experimental animal studies
(34-36). The major pathway of HCA activation involves phase I
hepatic cytochrome P450-mediated N-hydroxylation followed by
phase II esterification of the N-hydroxylamines to reactive ester
derivatives. These derivatives spontaneously degrade to arylnitre-
nium ions and form DNA adducts by covalent binding, mainly
to the C8 position of guanine. If not repaired, these DNA adducts
can result in base substitution mutations, small deletions, and small
insertions (37). Cui et al. showed that in human prostate xenografts,
PhIP-DNA adducts can be detected after exposing mice to PhIP
intragastically (38), and Nelson et al. showed that in human explants
of prostate tissues, N-hydroxy PhIP can be metabolized to adduct-
forming derivatives (32). These studies indicate that the human
prostate can be a target of dietary PhIP-induced adducts.

In this study, we found that the colon, spleen, seminal vesicles, and
all lobes of prostate are target tissues of PhIP-induced mutations.
In these tissues, 4 weeks was sufficient to induce mutations. The type
of mutations most frequently observed were G:C to A:T transitions
followed by G:C to T:A transversions, G:C to C:G transversions, and
—1-bp deletions in these target tissues. These types of mutations

were similar to that expected after PhIP treatment (29), suggesting
that these mutations were caused by PhIP-DNA adducts.

The tissue specificity of PhIP-induced mutations in this study
(liver and kidney did not show increases, and the prostate, seminal
vesicles, and colon did show increases) suggests that PhIP-induced
mutations require cell proliferation—liver and kidney epithelial
cells turn over extremely slowly, whereas splenocytes, colonic
epithelial cells, prostate epithelial cells, and seminal vesicle
epithelial cells have a variable yet much higher turnover rate
than the liver or kidney. However, not all of these target tissues of
PhIP-induced mutations are the target tissues of PhIP-induced
cancer (11). Despite the present study’s finding that all prostate
lobes and seminal vesicles were target tissues for mutation, only
the ventral lobe is known to develop prostate cancer in this rat
model. Nagao et al. reviewed the association between DNA
adducts, mutation, and cancer incidence and did not find a strong
correlation between mutation frequency and cancer incidence
(24). This fact suggests that whereas mutations, which are related
to the initiation of cancer, are required for malignant transfor-
mation, there must be other factors, such as tumor “promoters,’
required for the cancer occurrence in response to PhIP.

To further examine the link between PhIP-induced mutations
and prostate lobe-specific carcinogenesis, we analyzed the
prostate lobe-specific phenotypic responses to PhIP. In the
dorsolateral prostate, anterior prostate, and seminal vesicle, there
was no change in proliferation in response to PhIP. However, in the
ventral prostate, there was a significant increase in proliferation
after exposure to PhIP. An increase in proliferation in response to
PhIP has also been reported in other target tissues. In a PhIP-
induced rat mammary cancer model, proliferation of the epithelial
cells of the mammary gland terminal end buds, putative sites of
origin of carcinomas, increased after exposure to PhIP (39), and
Shirai has previously reported an increase in proliferation in all
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prostate lobes in response to PhIP (21). It is unclear why we found
in the present study an increase in proliferation only in the ventral
lobe. Nevertheless, these findings suggest that PhIP is acting as
both an initiator and promoter of cancer in the ventral prostate.
What might be responsible for this increased proliferation?

One potential mechanism may relate to the finding that PhIP has
an estrogenic effect and can stimulate cell proliferation through
estrogen receptor a (31, 40). Fujimoto et al. showed that estrogen
receptor o« mRNA is expressed in the rat ventral prostate (41), and
that estrogen and testosterone together up-regulated the expres-
sion of estrogen receptor a mRNA (41). In addition, estrogen, along
with testosterone, resulted in increased expression of androgen-
responsive genes (41). Estrogens can induce prostate inflammation
in the rat and have been postulated to play a role in increasing the
risk for human prostate cancer (42). Whether estrogen receptor
signaling is involved in PhIP-induced prostate carcinogenesis
awaits further study.

Another potential novel mechanism by which PhIP may indirectly
influence prostate carcinogenesis in the ventral prostate may relate
to our finding that mast cells and macrophages accumulated
selectively in the ventral prostate in response to PhIP treatment.
Recent experiments indicate that mast cell infiltration can enhance
carcinogenesis (43, 44). Mast cells contribute to the development of
skin cancer in K14-HPV16 transgenic mouse by releasing proteases,
such as tryptase and chymase, and stimulating angiogenesis (45).
In a 1,2-dimethylhydrazine-induced intestinal tumor model, the
incidence of intestinal cancer was significantly reduced in mast
cell-deficient Kit"/Kit""" mice, whereas when the mast cells were
rescued by bone marrow transplantation, the cancer incidence was
the same as the normal mice treated with 1,2-dimethylhydrazine
(46). Although the mechanisms by which mast cells contribute
to carcinogenesis are not understood, mast cells play an important
role in the initiation of inflammation. Mast cells are the only tissue-
resident cells with granules containing preformed tumor necrosis
factor o, and releasing this cytokine from mast cells is important for
the initiation of an inflammatory response (47). In this study, along
with mast cell infiltration in the ventral prostate, the number of
macrophages was increased in the ventral prostate after PhIP
treatment. This increase of macrophages might partly be due to the
cytokines released from infiltrating mast cells. Macrophages have
been shown clearly to aid in both the initiation and progression of
experimental cancers (48-50). Although our study was conducted

for 8 weeks, we have now done additional longer term studies in
the same model system. In our preliminary analysis, we have
reproduced the findings of Shirai et al. in that the addition of PhIP
at 400 ppm to the diet for 20 weeks results in the appearance of
intraductal carcinoma lesions at 52 weeks. In this model/paradigm,
we have now found similar increases in mast cells, even at 52 weeks,
in the PhIP-treated animals. Additional work is needed to determine
whether mast cells and/or macrophages are contributing to pros-
tate carcinogenesis in response to PhIP.

In summary, in attempts to begin to elucidate the lobe-specific
carcinogenetic effects of the dietary carcinogen PhIP on the rat
prostate, we have shown that all prostate lobes accumulate
mutations in response to short-term PhIP treatment. Thus, muta-
tions alone, while necessary for cancer formation, do not correlate
with subsequent cancer formation. We report for the first time
that the ventral prostate selectively responded to PhIP treatment
by an increase in stromal mast cells, macrophages, and epithelial
cell proliferation. These results suggest that the inflammatory
response may help explain the tissue-specific and prostate lobe-
specific carcinogenesis in the rat prostate induced by a dietary
carcinogen.

Note Added in Proof

After the submission of this manuscript, Borowsky et al.
(Neoplasia 2006;8:708-15) reported that PhIP induces acute and
chronic inflammation in the prostate prior to inducing PIN and
intraductal cancers. Although masts cells and macrophages were
not evaluated, and the lobe specificity was not commented upon,
these results are consistent with the concept that PhIP may act in
part by inducing inflammation in the prostate.
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